(a) Western blot analyses for RC3H1, FLAG/HA-RC3H1, and TUBULIN in the presence and absence of doxycycline (1 g/ml for 9 hours). RC3H1 signal was quantified and normalized for TUBULIN loading control. A bar plot shows relative normalized expression level of RC3H1.
GO:0016071; mRNA metabolic process, GO:0010557; positive regulation of macromolecule biosynthetic process, GO:0007049; cell cycle, GO:0031328; positive regulation of cellular biosynthetic process.
(g) Mouse RC3H1 target mRNAs identified by Leppek and colleagues are compared to human PAR-CLIP RC3H1 target mRNAs. Out of 95 genes, 91 genes are converted to orthologous human genes, and divided into two groups based on FPKM expression value in HEK293 cells. For each group, number of mRNAs that are overlapping in human PAR-CLIP RC3H1 target mRNAs is shown.
Number of mouse CDE containing mRNAs is shown in parentheses.
(h) Distribution of consensus RC3H1 binding cluster along 3'UTRs of mRNA.
(i) Density of predicted conserved miRNA target sites around crosslink sites in 3'UTRs. RC3H1 crosslink sites and miRNA target sites display no tendency for direct overlap but the larger context (10-50 nt) shows mildly elevated seed density. The gray envelope represents the standard error of the mean. RC3H1 target sites identified by the 4SU-1 PAR-CLIP were used in this analysis. (d) RC3H1 binding sites tend to have stem-loop secondary structure. 41 nt sequences centered around RC3H1 crosslink site were computationally folded. Base pairing probability for each position around crosslink sites are averaged over all 3'UTR binding site (red) and control 3'UTR sequences (gray).
Supplementary Figure 2
(e) A RNA structure dot plot for top1000 RC3H1 consensus targets, ranked by number of T to C transition events in 3'UTR (top right triangular), and control sets of random 3'UTR sequence from RC3H1 target genes (bottom left triangular) demonstrates the stem-loop structure of RC3H1 binding sites. A dot placed in the ith row and jth column of a triangular array represents the base pair between the ith base with jth base, and the size of dot is proportional to the square root of average base paring probability for each base paring.
Supplementary Figure 3
(a) A scatter plot of the log2 fold changes of "heavy" to "light" SILAC ratios (H/L) versus "heavy" to "light" SILAC ratios (H/L) in label swap experiment in Figure 3a . Reads from individual PAR-CLIP experiment were independently mapped to the human genome (hg18) using tophat2. Mapped all or unique reads in exons of UCSC genes as well as tRNA and rRNA regions were counted using quasR. tRNA and rRNA regions were obtained from the RepeatMasker track of the UCSC genome browser. Reads containing T-to-C transitions for 4SU library (indicated as TC-reads) or G-to-A transitions for 6SG library (indicated as GA reads) were counted and shown in the table. 
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